. A. Relative mRNA expression levels of Tmod3 during mouse oocyte meiotic maturation. mRNA levels were measured by quantitative real-time reverse transcription PCR (qRT-PCR). Tmod3 expression levels at each stage of oocyte maturation are shown as relative fold changes compared with levels in GVstage oocytes. Samples were collected at 0, 4, 8, or 12 h after resumption of maturation, when most oocytes were at the GV, GV breakdown (GVBD), and metaphase MI and MII stages, respectively. Data show the mean±S.E.M. For three independent experiments. B. GFP-Tmod localization injected with oocyte. Same with Fig 1D , but injected with half-concentration (5-10pl of 250ng/ul of GFP-Tmod3 cRNAs) were injected. Note that weak localization of GFP-Tmod3 on cortical regions, as similar with Fig 1D. C. Immunostaining of Tmod3 with zona pellucida removed oocyte. Zona pellucida was removed by the treatment of tyrode's solution, then fixation, permeabilization and other immuostaining was carried out same with those in Fig 1B. D and E. Immunostaining of Tmod3 confirmed Tmod3 protein level depletion by dsRNA injection. Relative intensity level of Tmod3 significantly decreased in Tmod3 KD oocyte(n=29) compared with control (Negative, n=32) at the GV stage. Fluorescence intensity of each oocytes were quantified. Boxes show the interquartile range; whiskers show 1.5× the interquartile range; line represents the median. ***: P<0.001. F and G. Maturation status of oocytes injected with dsRNA (D: Tmod3, Tpm3.1 or Tmod3+TPm3.1) or cRNA (E: GFP, GFP-Tmod3 or GFP-Tmod3 1-155 ). Maturation ratio after 12hr of meiosis resumptions were examined. Total number of oocytes used for the experiments were indicated on the bar. GV: Black; GVBD/MI:Light Grey; MII:Dark Grey. Note that oocytes yield large polar body or asymmetric division is also counted as MII. UtrCH-mCherry complementary RNA (cRNA) (Negative) or Tropomodulin 3 doublestranded RNA (dsRNA) and UtrCH-mCherry cRNA (Tmod3 KD). Images were taken during 45.591 sec at MI stage oocyte. After 2 pre-bleach scans, full-power laser photobleaching was performed during 5.508sec and then fluorescence recovery was measured. After bleaching, the frame interval is 0.97sec and the total number of frame is 49 scans. Left: differential interference contrast (DIC), middle: UtrCH-mCherry (gray), which labels actin, and right: merged.
